WORLD INTELLECTUAL PROPERTY ORGA NTZATION 
international Bureau 




PCT 

INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(51) International Patent Classification 6 
A61K 9/127, A61M 31/00 



Al 



(11) International Publication Number: WO 97/03652 

(43) Internationa! Publication Date: 6 February 1997 (06.02.97) 



(21) International Application Number: PCT/US96/ 1 1 642 

(2Z> International Filing Date: 12 July 1996 (12.07,96) 



(30) Priority Data: 
08/502,569 



14 July 1995 (14.07.95) 



US 



(71) Applicant: DEPOTECH CORPORATION [US/US]* 10450 

Science Center Drive, San Diego, CA 92121 (US)/ 

(72) Inventor: KIM, Sirul; 54$ Ford Avenue, Solana Beach, CA 

92705 (US)* 

(74) Agent: LEARN, June, M.; Fish & Richardson P.C, Suite 1400 
4225 Executive Square, La Jolla, CA 92037 (US). 



(81) Designated States: AL, AM, AT, AU, AZ, BB, BG, BR BY 
CA, CH, CN, CZ, DE, DK, EE, ES, FI, GB, GE, HU IL* 
IS, JP, KE, KG, KP, KR, KZ, LK, LR, LS, LT, LU, Lv! 
MD, MG, MK. MN, MW, MX. NO, NZ, PL, PT, RO, RU, 
SD, SE, SG, SI, SK, TJ, TM, TO, TT, UA, UG, UZ, VN, 
ARIPO patent (KE, LS, MW, SD, SZ, UG). Eurasian patent 
(AM, AZ, BY, KG, KZ, MD, RU, 17, TM), European patent 
(AT, BE, CH, DE, DK, ES, FI, FR, GB, GR, IE IT, LU 
MC, NL, PT, SE), OAPI patent (BF, BJ, CF, CG CI CM 
GA, GN, ML, MR, NE, SN, TD, TG). 



Published 

With international search report. 



(S4)TiUe: EPIDURAL ADMINISTRATION OF THERAPEUTIC COMPOUNDS WITH 
(57) Abstract 

I s y stem PwUe* sustalned^elease delivery of 

^rapcamcbiolo^ally active compounds administered cpidurally. In 
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chambers orbflayers of multivesicular liposomes. The opioid is released 
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I c P"iuraIly as a single dose for sustained analgesia. 
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EPIDURAL ^fj^^^^J^^ COMPOUNDS 
WITH SUSTAINED RATE OF RELEASE 

The Field of the Invention 

This invention relates to controlled release of therapeutic compounds from 
drug delivery systems. More particularly, this invention relates to epidural 
admiration of therapeutic compounds with sustained rate of release from a 
liposome formulation. This invention further relates to method of epidural catheter 
placement in a living vertebrate. 



Background 

. Post-operative pain management is a serious issue for patients and 

Phys,c,ans. especially in the recovery room, as the patient Is waking up from the 
anesthesia. Too generous a dose of systemic opioid given in an attempt to control 
pa.n can potentially cause life-threatening respiratory depression. On the one hand 
erther too little or too late a dose of post-operatrve pain medication can result in the 
patent waking up in intolerable severe pan. In addition, it has been shown that 
poorly controlled postoperative pain following abdominal or thoracic surgery inhibits 
ventilatory movement of the chest waJ.. abdomen, and diaphragm, (P.R. Bromage 
Textbook of Pain, P.O. Wall. etal. (Eds.): Churchill Livingstone. 1989. pp 744-753)' 
resulting in pulmonary atelectasis. 

-a™ Th8 8Xi8tenCe ° f ° Pi ° id reCept0rs in ** spinal was discovered in the 
1970 s. Fo „ owing injtja| c|jnica( ^ jn ig7g (m Behgr ^ ^ ^ 

1:527-529. 1979). epidural opioid administration has become very popular for post- 
operative pain control (T... lonescu et a!., Act. Anaestn. Be,g. 43:65-77. 1989; C. Jayr 
Anesthesiology 78:666-676. 1993; S. Lurie. et a!. European Journal of 
Obstetncsend Gynecology and Reproductive afo/ooy49:i47-153, 1993) Epidural 
op.o,ds have the advantage of achieving good local analgesia at the spinal level 
wrthout the loss of locomotor or vasomotor control or decreased level of 
consciousness. 

JnjectaWeopioUsarevvide^^ 
settings. Postoperative and post-partum pain usually lasts several days but 
injectable opioids have relatively short durations of action (W.G. Brose et ai ' Pain 
^ :11 - 15 .1991;R.H.Drc*tefa/.,A*n^^^ mB . ~ 

G.K. Gourtay ef at.. Pain 21:297-305. 1987). Thus, either continuous infusion or 
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repeated injections are required to maintain adequate pain control (J.W. Kwan Am 
J. Hosp. Pharm. 47JSuebLU:S 18-23, 1990; J.S, Anulty, International Anesthesiology 
Cta 23:17-24. 1990; R. S. Sinatra. The Yale Journal of Biology and Medicine 
25:351-374, 1991. Continuous infusion or repetitive injections further necessitate 
Placement of catheter systems with or without attached infusion pumps, all of which 
consume expensive physician and nursing time for care and maintenance 
Furthermore, repeated bolus injections or continuous infusions can result in 
respiratory depression. 

Late respiratory depression and apneic episodes are the side-effects of 
greatest concern in early studies (P.R. Bnomage. Anesthesia and Analgesia SQ:461- 
463, 1981; E.M. Camporesi, et al., Anesthesia and Analgesia 62/633-640 1983- T L 
Yaksh, Pain 11:293-346, 1981). A recent prospective non-random*ed study of 
- epidural morphine in 1085 patients who have undergone thoracic, abdominal or 
orthopedic surgeries estimated the rate of 'respiratory depression' following epidural 
morphine to be 0.9 % (R. Stenseth et al., Acta Anaesthesiol. Scand. 22148-156 
1985). As a comparison, the incidence of "life-threatening respiratory depression" in 
860 patents given systemic morphine (PO, IV, IM. SC) was 0.9% (R.R. Miller et al 
Drug Effects in Hospitalized Patients. John Wiley & Sons, New York, 1976)' 
Prospective, randomized studies comparing epidural opioid versus systemic opioids 
° r ,V) " hl9h risk P**' 6 " 18 shown that postoperative pain control with 
ep.durai opioid results in superior analgesia with decreased incidence of post- 
operative complications (N. Rawal et el., Anesth. Analg. 6^:583-592 1984- MP 
Yeager, et al. Anesth. §Q: 729-736, 1 987). 

The sustained release of various therapeutic agents after incorporation into 
bposomes, such as multivesicular liposomes, has been well documented both in vitrv 
and ,n animals for intrathecal, subcutaneous, and intraperitoneal routes of 
admostration, as well as in human patients for the intrathecal route of administration 
(S «m et a,., J. Clin. Onco/. 11:2186-2193, 1993; V. Russack et al., Ann Neurol 
34:108-112, 1993; and M.C. Chamberlain etal., An*. Neuml. 5Q.-261-264 1993) 
However, sustained release of epidurally administered compounds has heretofore 
been unknown in the art. 

Therefore, the need exists for new and better methods for administering 
opcds and other therapeutic compounds epkiurally as a single dose so as to achieve 
a sustained release rate at therapeutically effective levels. The present invention 
addresses the limitations of the prior art by providing a sustained-release fbrmulafion 
of a therapeutic agent such as an opioid, that resute in maximal analgesia 
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immediately after a single epidural dose and provides gradually decreasing analgesia 
over the next several days. 



DESCRIPTION OF THE DRAWINGS 



FIGURE 1 is a series of four graphs recording the analgesic effect in rats over 
feme following a single epidural dose of liposome-encapsulated morphine sulfate 
(DTC401) (open circles) or free morphine sulfate (closed circles) for dosages (from 
top panel to bottom panel) of 10. 50, 175, or 250 ug. The intensity of analgesia is 
expressed as 'percent of maximum possible analgesia (%MPA)\ Each data point 
represents the average and standard error of mean (SEM) from 5 or 6 animals. 

FIGURE 2 is a graph snowing the peak-analgesia dose-response curves as 
measured in rats after a single epidural dose of DTC401 (open circles) free 
morphine sulfate (close circles), or after a single subcutaneous dose of free morphine 
sulfate (closed squares). The average peak %MPA ± SEM was obtained from 5 or 
6 animals. 

FIGURE 3 is a graph comparing the total-analgesic effect in rats [as measured 
by the area under the analgesia-time curves (AUC)] for single doses of epidural 
DTC401 (open circles), or free morphine sulfate (closed circles). Each data point 
represents the average and standard error of mean (SEM) from 5 or 6 animals. 

FIGURE 4 is a series of five graphs comparing the percent oxygen saturation 
of hemoglobin (SpO,) in rats over time following single epidural doses (from top panel 
to bottom panel) of 10, 50, 175, 1000. or 2000 *g. of epidural DTC401 (open circles) 
or frBemorphinesuHateCdosed circles). Each data point represents the average and 
standard error of mean (SEM) from 5 animals except for 50 ug dose group where 
n=3. 

FIGURE 5 is a graph showing the maximum respiratory-depression dose- 
response curve in rate after a single epidural dose of DTC401 (open circles) or free 
morphine sulfate (close circles). The lowest SpO a achieved was plotted against 
epidural morphine dose. Each data point represents the average and standard error 
of mean (SEM) from 5 animals except for 50 ug dose group where n=3. 

FIGURE 6 shows two graphs comparing the pharmacokinetics in rats of 
cerebrospinal fluid (top panel) and serum (bottom panel) following 250 „g epidural 
administration of DTC401 (open circles) or free morphine sulfate (closed circles) . 
Each data point represents average and standard error of mean (SEM) from 3 or 4 
animals. 
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SUMMARY OF THE IMVFhfj|n^ 

Epidural administration of a therapeutic compound in a drug delivery system 
provided surprisingly greater sustained release and duration of therapeutic effect 
compared to use of free therapeutic compound. 

Consequently, one aspect of the invention provides a method for the 
sustained release of a therapeutic compound by utilizing a drug delivery system 
administered epidurally to a vertebrate in need of such therapy. 

Preferably, the vertebrate is a mammal such as a human. In various preferred 
embedments, the drug delivery system is lipid based, especially when embodied as 
. a multivesicular liposome. 

The invention features the ability to allow sustained delivery of various 
therapeutic compounds, which, in preferred embodiments, encompass opioids or 
op.ate antagonists, to allow modulation of analgesia. Alternate embodiments allow 
deHvery of such therapeutic compounds as neurotrophic factors. 

Furthermore, the use of a sustained-release formulation according to the 
method of the invention simplifies and reduces the over-all cost of epidural analgesia 
by el,m,nating the need for continuous infusion, multiple bolus injections or 
emplacement of catheters, and also decreases the likelihood of infection. Even in the 
presence of epidural catheters, reduced frequency of injection is advantageous. 

DETAILED DESCRIPTION OF THE INVENTION 

The present invention presents a lipld-based sustained-release drug delivery 
system for epidural delivery of a therapeutic compound with epidural efficacy, such 
as an opKwd. By epidural administration the compounds are released to the central 
nervous system and the cerebrospinal spinal fluid without puncturing the dura and at 
a sustained rate of release. 

The term "sustained release" means that the therapeutic compound, when 
admired as a bolus dose encapsulated In the lipid-based formulation is released 
over a longer period of time as compared to epidural administration of the same drug 
•n free form as a bolus injection. It does not necessarily mean that the concentration 
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of the therapeutic compound remains constant for a sustained period of time. 
Generally, following surgery or post-partum, the patient experiences a decreasing 
amount of pain as the days pass. The patient's need for analgesia, therefore, also 
decreases over time. Using the method of epidural drug delivery of this invention a 
therapeutically effective level of the therapeutic compound can be maintained in the 
cerebrospinal fluid and/or the serum over a period of several days, preferably from 
about 2 to about 7 days. 

The term "therapeutic compound" as used herein means a chemical 
compound that has utility for modulating biological processes so as to achieve a 
desired effect in modulation or treatment of an undesired existing condition in a living 
being. The term therapeutic compound embraces chemical non-proteinaceous drugs, 
such as antibiotic and analgesics, as well as proteinaceous drugs, such as cytokines,' 
interferons, growth factors, and the like. 

Drug delivery systems are well known in the art. The present invention 
pertains to any sustained-release formulations such as synthetic or natural ooiy mgr* 
■nthefo^ma^omo tecular complexes, iwnoc— ii- mi^r os ^^, orbe ads 
and Kpri-based systems including oiHrvwater emulsions, micelles, mixed micelles 
synthetic membrane vesicles, and reseated erythrocytes. These systems are known 
collectively as dispersion systems. Dispersion systems are two^hase systems in 
which one phase is distributed as particles or droplets in a second phase. Typically 
the particles comprising the system are about 20 nm - 50 m in diameter. The size 
of the particles allows them to be suspended in a pharmaceutical solution and 
introduced to the epidural space using a needle or catheter and a syringe. 

Materials used in the preparation of dispersion systems are typically nontoxic 
and bwdegradable. For example, collagen, albumin, ethyl cellulose, casein, gelatin 
tecrthrn, phospholipids, and soybean oil can be used in this manner. Polymeric 
dispersion systems can be prepared by a process similar to coacervation or 
microencapsulation, rf desired, the density of the dispersion system can be modified 
by altering the specific gravity to make the dispersion hyperbaric or hypobaric. For 
example, the dispersion material can be made more hyperbaric by the addition of 
•ohexol, todixanol, metrfeamide. sucrose, trehalose, glucose, or other biocompatible 
molecules with high specific gravity. 

One type of dispersion system which can be used according to the invention 
consists of a dispersion of the therapeutic agent m a polymer matrix. The therapeutic 
agent .s released as the polymeric matrix, and decomposes or biodegrades into 
soluble products that are excreted from the body. Several classes of synthetic 
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polymers, including polyesters (Pitt, et a/. In Controlled Release ofBioactive Materials, 
R. Baker, Ed, Academic Press, NewYork, 1980); polyamides (Sidman, etaJ., Journal 
of Membrane Science, 2:227, 1979); polyurethanes (Master, era/.. Journal of Polymer 
Science, Polymer Symposium, g§: 259, 1979); poryorthoesters (Heller, era/.. Polymer 
Engineering Science, 21: 727, 1981); and polyanhydrides (Leong, et at., Biomaterials, 
2: 364, 1986) have been studied for this purpose. Considerable research has been 
done on the polyesters of PLA and P LA/PGA. Undoubtedly, this is a consequence of 
convenience and safety considerations. These polymers are readily available, since 
they have been used as biodegradable sutures, and they decompose into non-toxic 
lactic and glycolic acids (see, U.S. 4.578,384; U.S. 4,785,973; incorporated by 
reference). 

Solid polymeric dispersion systems can be synthesized using such 
polymerization methods as bulk polymerization, interfacial polymerization, solution 
polymerization, and ring opening polymerization (Odian, G., Principles of 
Polymerization, 2nd ed., John Wiley & Sons, New York, 1981). Using any of these 
methods, a variety of different synthetic polymers having a broad range of 
mechanical, chemical, and biodegradable properties are obtained; the differences in 
properties and characteristics are controlled by varying the parameters of reaction 
temperatures, reactant concentrations, types of solvent, and reaction time. If desired, 
the solid polymeric dispersion system can be produced initially as a larger mass which 
is then ground, or otherwise processed, into particles small enough to maintain a 
dispersion in the appropriate physiologic buffer (see, for example, U.S. 4,452,025; 
U.S. 4,389,330; U.S. 4,696,258; incorporated by reference). 

If desired, a therapeutic compound can be incorporated into a non-disperse 
structure which is ep.durally implanted by surgical or mechanical means. A norv 
dteperee structure is one having a defined overall shape, such as a slab, cylinder or 
sphere. The mechanism of release of therapeutic agent from biodegradable slabs, 
cylinders, and spheres has been described by Hopfenberg (in Controlled Release 
Polymeric Formulations, pp. 26-32, Paul, D.R. and Harris, F.W., Eds., American 
Chemical Society, Washington, D.C., 1976). A simple expression describing additive 
release from these devices where release is controlled primarily by matrix degradation 
is: 

M«/M.s1-[1-k 0 t/C 0 ar 
where n=3 for a sphere, n=2 for a cylinder, and n=l for a slab. The symbol a 
represents the radius of a sphere or cylinder or the half-thickness of a slab. M, and M. 
are the masses of drug released at time t and at infinity, respectively. 
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the pharmacodynamics of these compounds were sufficiently different from those of 
the standard opioids to warrant their use in clinical practice. These studies did not 
explore sustained-release formulations of opioids given via the epidural route. 

The lipid-based drug delivery system incorporating the therapeutic compound 
can be delivered as a single dose, for instance, via an epidural catheter. In the 
preferred embodiment, however, the lipid-based drug delivery system is injected as 
a single dose into the epidural space surrounding the spinal cord using a small gauge 
needle so that emplacement of a catheter is avoided. Preferably, an 1 8 gauge to 25 
gauge needle is used. 

A representative list of the therapeutic compounds useful for epidural delivery 
includes the opiates morphine, hydromorphone, codeine, hydrocodone, levorphanol, 
oxycodone, oxymorphone, diacetyl morphine, buprenorphine, nalbupine. butorphanol, 
pentazocine, methadone, fentanyl, sufentanyl and alfentanyl. In addition, opiate 
antagonists, such as naloxone and naltrexone, can be administered epidurally using 
the method of the invention to reverse or antagonize opiate effect 

Peptides and peptidomimetics that bind to one or more neuroreceptors such 
as the delta opioid, mu-opioid, kappa opioid and episilon-opioid receptors are 
considered opioids and can be administered for therapeutic effect according to the 
method of the invention. Such compounds include enkephalins, endorphins, 
casomorphin, kyotorphin, and their biologically active fragments. As used herein, the 
term "biologically active fragment" means any portion of a therapeutic compound that 
substantially retains the biological activity of the complete therapeutic molecule. One 
skilled in the art will know, or can easily determine, whether a fragment substantially 
retains the biological activity of the whole molecule. 

In addition to opioids, a number of compounds having therapeutic utility when 
administered epidurally at a sustained rate can also be used in the practice of the 
method of the invention. These compounds include neurotrophic factors, such as 
insulin-like growth factor, ciliary neurotrophic factor and nerve growth factors; 
neurotransmitters and their antagonists, such as dopamine, epinephrine,' 
norepinephrine, and gamma-amino butyric acid; local anesthetics, such as tetracaine, 
lidocaine, bupivacaine, and mepivacaine; substance P and related peptides; and 
alpha-2-receptor agonists, such as donidine and dexmedetomidine. Further, co- 
administration of local anesthetics such as lidocaine, bupiracaine, and tetracaine can 
increase efficacy of epidural opioids. 

In the present invention, it is shown that a lipid-based drug delivery system 
incorporating an opioid, such as morphine sulfate, has minimal potential for 
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respiratory depression as measured by percent decrease in hemoglobin oxygen 
saturation (SpOj) from the maximum blood oxygen saturation or baseline value prior 
to administration of the drug, compared to epidural administration of the free drug. 
One skilled in the art will appreciate that blood oxygen content can readily be 
measured by such commercially available devices as a pulse oximeter. 

It is also shown that a single dose of sustained release opioid formulated in 
a multivesicular liposome composition and administered epidurally results in 
prolonged duration of analgesia, with the peak cisternal CSF concentration of the 
therapeutic drug occurring within 60 minutes after a single epidural dose and then 
gradually decreasing over the next several days, for instance up to eight days. 
Although the peak CSF concentration was decreased compared with that following 
epidural administration of free morphine sulfate, the total analgesia delivered (as 
shown, for example, by the area under the curve (AUC) in Figures 1 ( 3, and Table 1) 
was increased many fold compared to epidurally delivered free morphine sulfate. For 
instance, in rats there were 17- and 3.1 -fold reductions in the peak serum and CSF 
morphine concentrations, respectively, but CSF AUC was increased 2.8 fold 
following epidural administration of 250 pg of morphine sulfate encapsulated in 
multivesicular liposomes (DTC401) compared to an identical dose of unencapsulated 
morphine sulfate. 

Because of the reduction in the peak serum and CSF concentrations of 
morphine, there was no respiratory suppression with the controlled release of 
epidurally administered morphine; whereas epidurally administered free morphine did 
cause respiratory suppression at high dosages. 

The chief advantages of the present invention are threefold. First, the method 
of epidural delivery of a single dose of sustained release compound provides the 
advantage that the patient experiences a reduced risk of dose-related adverse 
effects, such as respiratory depression normally associated with bolus epidural 
Injections or Infusions of a therapeutic compound. Second, by administration of the 
therapeutic compound epidurally rather than directly into the cerebrospinal fluid, the 
therapeutic compound does not migrate all over the brain and spinal cord, and a 
therapeutically effective dosage of the therapeutic compound is released locally into 
the epidural space over an extended period of time, for instance up to eight days. And 
finally, prolonged analgesia is obtained without multiple injections or continuous 
infusions. 

One skilled in the art will comprehend that the period of time over which a 
therapeutic rate of release is maintained in the practice of the invention will vary 
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depending upon the disease state to be treated, the characteristics of the therapeutic 
compound and the sustained-release drug delivery system, and the total amount of 
the compound encapsulated and administered to the patient. 

The term "therapeutically effective" as ft pertains to the compositions of the 
invention means that the therapeutic compound is released from the drug delivery 
system at a concentration sufficient to achieve a particular medical effect for which 
the therapeutic agent is intended. For instance, if the therapeutic compound is an 
opioid, the desirable medical effect is analgesia without respiratory depression. 
Exact dosages will vary depending upon such factors as the particular therapeutic 
compound and desirable medical effect, as well as patient factors such as age, sex 
general condition, and the like. Those of skill in the art can readily take these factors' 
into account and use them to establish effective therapeutic concentrations without 
. resort to undue experimentation. 

For instance, the dosage range appropriate for epidural administration of 
morphine sulfate to a human includes the range of 1 mg to 60 mg. More potent 
compounds can require dosages as low as 0.01 mg and less potent compounds can 
require 5000 mg. White doses outside the foregoing dose range may be given, this 
range encompasses the breadth of use for practically all the therapeutic substances 
contemplated for administration by an epidural route. 

Previously published methods of epidural placement in rats involves drilling 
a hole through a lumbar vertebral bone and pushing a catheter 1cm up the epidural 
space. The presert invention eraUespl^^ ^ 
the cervical region) without the trauma of a surgical procedure. Also, the catheter tip 
can be placed at any location along with the vertebral column rather than being 
restncted to the lumbar region as described in the prior art This method of catheter 
Placement from above is also applicable to animals other than rats, such as rabbits, 
dogs, and humans. 

The following examples illustrate the manner in which the invention can be 
practiced. It is understood, however, that the examples are for the purpose of 
illustration and the invention is not to be regarded as limited to any of the specrfic 
materials or conditions therein. 
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EXAMPLE 1 

A. 



Preparation of miiltivr s iculqr liposomes mB-.^ r o rohine sulfate 

(PTC40H in the Drasanra pf a hy^ mrJ-flnrjrto 

Step 1) In a clean one-dram glass vial (1.3 cm inner diameter X 4.5 cm 
height), were placed 1 ml of a chloroform (Spectrum Corp., Gardena, CA) solution 
containing 9.3 /.moles of dioleoyl lecithin (Avanti Polar Lipids, Alabaster, AL) 2 1 
*moles of dipalmitoyl phospnatidylglycerol (Avanti Polar Lipids), 15 //moles of 
cholesterol (Avanti Polar Lipids), and 1.8 ^moles of triolein (Sigma). This solution is 
referred to as the lipid component. 

Step 2) One ml of an aqueous solution containing 20 mgftnl of morphine 
. sulfate (Sigma Chemical Co.. St. Louis. MO) and 0.1N of hydrochloric acid, was 
added .nto the above one-dram glass vial containing the lipid component. 

Step 3) For making the water-in-oil emulsion, the glass vial containing the 
.nocture of "Step 2" was sealed and attached horizontally to the head of a vortex 
shaker (Catalogue #S8223-1, American Scientific Products. McGaw Park, IL.) and 
shaken at maximal speed for 6 minutes. 

Step 4) For making the chloroform spherules suspended in water, the water- 
-n-oil emulsion obtained from "Step 3" was divided in equal volume and expelled 
rapidly through a narrow-tip Pasteur pipette into each of two one-dram glass vials (1 3 
cm ,nner diameter X 4.5 cm height), each containing 2.5 ml water, glucose (32 
mg/ml), and free-base lysine (40 mM) (Sigma). Each vial was then sealed attached 
to the head of the same vortex shaker as used in 'Step 3" and shaken for 3 seconds 
at maximal speed to form chloroform spherules. 

Step 5) To obtain the multivesicular liposomes, chloroform spherule 
suspensions produced in the two vials of "Step 4" were poured into the bottom of a 
250 ml Erienmeyerflask containing 5 ml of water, glucose (32 mg/ml), and free base 
lysine (40 mM). With the flask kept at 37 X in a shaking water bath, a stream of 
nitrogen gas at 7 L/minute was flushed through the flask to slowly evaporate 
chloroform over 10-15 minutes. The liposomes were then isolated by centrifugation 
at 600 X g for 5 minutes; and washed three times in 0.9% NaCI solution. 

B . Preparation of fhn T1 u| ffltionft 

Prior to epidural Injection, preparations of the DTC401 and a control of 
unencapsulated (W) morphine sulfate were adjusted so that 50 „\ contained the 



WO 97/03652 

PCT/US96/1I642 

-12- 

dose of 10, 50, 175, 250 or 1000 fig. In addition, a preparation of MVLs containing a 
2000 mq dose of morphine sulfate to be used in a study of respiratory suppression 
was formulated in a 75 v\ volume for injection. The concentration of morphine in the 
various liposome formulations was determined by dissolving 50 /J of each preparation 
with 1 ml of isopropyl alcohol, followed by dilution in water. The morphine 
concentration was assayed with HPLC using a published method (S.P. Joel et at., 
Journal of Chromatography 430:394-399, 1988). For the placebo control, a blank 
multivesicular liposome composition was made by substituting glucose in place of 
morphine sulfate. 



EXAMPLE 2 

A. Animal preparer. 

Six- to 8-week old male Sprague-Dawley rats weighing 205-254 g (Harlan 
Sprague-Dawtey, San Diego, CA) were housed, 1 or 2 per cage, in a temperature- 
controlled environment with an alternating 12-hour light and darkness cycle and given 
unrestricted access to food and water. Prior to each study, animals were habituated 
to the environment Each animal was studied only once. All animals were maintained 
in accordance with guidelines of the Committee on Care and Use of Laboratory 
Animals of the Institute of Laboratory Animal Resources. National Research Council. 

B Epidural cathoteifrafl,^ 

Caudal epidural catheterization of rats was performed as follows: Halothane 
anesthesia was induced and the animals were placed in stereotaxic recumbency 7 
cm in height. The head was flexed, taking care that animals maintained normal 
breathing. A short-beveled 19-gauge needle was inserted at an angle of 
approximately 170° to the spine just caudad to the occipital crest in the midline with 
needle bevel facing down. The needle was advanced caudad towarels the C1 
vertebra until the needle tip touched the spinous process or posterior lamina of C1 . 
The needle tip was walked carefully to the ventral edge of the posterior lamina. At 
this point, a slight give was felt and the needle was advanced 1-2 mm further. Care 
was taken not to let the needle penetrate the dura. Accidental violation of the dura 
can be determined by a flash of cerebrospinal fluid (CSF) through the hub of the 
needle or through the subsequently-placed catheter. A polyethylene catheter 
(PE-10 ; length: 12 cm , Ld.: 0.28 mm; volume: 7.4 /J (Becton Dickinson. Sparks. MD) 
was threaded through the needle into the dorsal epidural space. The catheter was 
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advanced slowly through the needle and stopped at the approximate level of L1 , 8 cm 
from C1 The exposed portion of the catheter was subcutaneously tunneled under 
the scalp and fixed with a purse-string 3-0 silk suture. Finally, the catheter was 
flushed with 10 of normal saline and plugged with a stainless steel wire. The 
procedure from initiation of anesthesia to sutures lasted approximately 10 to 15 
minutes. Animals were allowed to recover and were observed for a period of 60 
minutes. Only those animals that completely recovered from the procedure were 
used in the following studies. 

C. Antinociception 

Baseline values of nociception following placement of the epidural catheter 
were determined by subjecting the animals to standard hot plate (52.5 ± 0.5° C) 
testing as described in M.S. Wallace et a/., (Anesth. Analg. 79:778-786, 1994). 
Response latency to nociception (in seconds) was measured from the time when the 
animals were placed on the hot plate to the time when they either licked their hind 
paw or jumped. The baseline (pretreatment) response latency value was defined as 
0% of the maximum possible analgesia (MPA) in each experimental animal. Then 
each animal was injected epldurally with 50 of either DTC401 containing doses of 
epidural morphine ranging from 10 w to 250 /^g, unencapsulated morphine sulfate 
solution, or control MVL blanks. The antinociceptive effect of subcutaneously 
administered morphine sulfate was also determined in a dose range of 250 /^g to 1 
mg. Following epidural administration of the test solutions via the catheter emplanted 
as described above, the epidural catheter was flushed with 10 (A of 0.9% sodium 
chloride. 

The animals were then subjected to hot plate testing again for measurement 
of antinociceptive effect at specific time points: 0.5, 1, 2, 3, 4 f 6 ( 12, and 24 hours 
following administration for unencapsulated morphine sulfate and 0.5, 1, 6 hours and 
1 , 2, 3, 4, 5, 6, 7 t and 8 days following administration for both DTC401 and the MVL 
blanks. Antinociception was determined In 5 or 6 animals for each dose and each 
drug. To prevent tissue damage to the footpads, a cutoff time of 60 seconds was 
used. Accordingly, 100% MPA was defined as antinociception lasting z 60 seconds. 
A latency interval of 10 ± 2 to 60 seconds corresponding to an MPA of 0% to 1 00%, 
respectively, was sensitive for demonstrating dose-response in the studied dose 
range. 

Efficacy and respiratory depression curves were plotted as a function of time 
for each dose administered. Hot plate responses were calculated as a percentage 
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of the maximum possible analgesia (%MPA) as described in Wallace et al. {supra): 

% MPA = Postdruq latency - Prodrug latency x 100% 
Cutoff latency - Predrug latency 

All areas under the curves were calculated by the trapezoidal rule to the last 
data point using the RSTRIP computer program [Micromath, Salt Lake City, UTJ. 

One-way analysis of variance (ANOVA) was used to separately determine 
dose dependency for the different drug formulations and routes; whereas two-way 
ANOVA was used for comparison between formulations at an equal dose. The 
Newman-Keuls test was performed on all ANOVA analyses to determine statistical 
significance; p<0.05 was considered statistically significant for all tests. All data is 
displayed as the mean ± standard error of the mean (SEM). 

As shown by the data in Figure 1, the epidural administration of DTC401 
resulted in equivalent onset of analgesia, but the duration of analgesia was 
significantly prolonged compared to epidurally administered free morphine sulfate. 
Epidural injection of control MLV blanks showed no demonstrable antinociceptive 
effect (data not shown). The peak analgesic effects of epidural DTC401 and epidural 
and subcutaneous morphine sulfate were dose dependent, as shown in Figure 2, 
with the peak-analgesia potency of epidural free morphine sulfate being greater than 
that of epidural DTC401, which is substantially greater than that of subcutaneously 
administered free morphine sulfate (p < 0.05 for each comparison). 

Substantial prolongation of analgesic effects in animals given epidural 
DTC401 is seen readily in Figure 1 as well as by the large area-under-the-curve 
values (AUC) for DTC401 in Figure 3. At the dose of 250 ug, which produced peak 
effects close to 100% MPA for both DTC 401 and free morphine sulfate, the time to 
decrease to 50% MPA was 3.4 days for DTC 401 compared to 0. 17 day for morphine 
sulfate. 

D- Respiratory depression 

Respiratory depression was quantified by pulse oximetry. The animals were 
removed from their cages, placed in polystyrene rat restraints (Plas Labs, Lansing. 
Ml) and allowed to acclimate for 5 minutes. Oxygen saturation was determined at 
baseline and following a single epidural bolus of morphine sulfate or DTC401 at 
specific time points by placing a pulse oximeter probe on the right hind paw (Ohmeta 
Medical Systems, model 3740. Madison. Wl). The doses of DTC401 and free 
morphine sulfate ranged from 10 to 2000 *g. Pulse oximetry was performed on 5 to 
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6 animals at each data point, except for the 50 ug dose where 3 animals were used. 
The pulse oximetry values of percent hemoglobin oxygen saturation (SpO z ) were 
monitored continuously in real time. The maximum value obtaining during the 3- 
minute recording period was defined as oxygen saturation. 

Figure 4 depicts the time course of percent oxygen saturation of hemoglobin 
(SpOJ as measured by the pulse oximeter at various doses of DTC401 and morphine 
sulfate. There was a dose-dependent increase in respiratory depression with 
increasing doses of morphine sulfate as shown in Figure 5; whereas minimal 
respiratory depression was produced by the same doses of DTC401. On the other 
hand, the maximum decreases in Sp0 2 were observed within 1 hour following 
epidural administration of free morphine sulfate or DTC401, and no delayed 
respiratory depression was seen with either formulation. The difference between 
morphine sulfate and DTC401 on peak respiratory depression was statistically 
significant (p < 0.01). 

E- PharmafinkinAtire 

The pharmacokinetic studies were done by measuring morphine 
concentrations in peripheral blood and in CSF at appropriate time points following a 
single 250*0 epidural dose of DTC401 or free morphine sulfate. Samples were drawn 
at 0.5, 1 hours, and 1, 3, 5, 8 days following epidural administration as described 
above of DTC401 and at 0.5, 1, 3, 6, 12, 24 hours following epidural administration 
of free morphine sulfate. A set of 3 or 4 animals were anesthetized using halothane, 
and CSF and blood samples were collected via cisternal tap and cardiac puncture, 
respectively. The animals were then sacrificed by overdose of halothane. Serum was 
separated from blood by centrifugation and stored along with CSF samples at -80' 
C until further analysis by radioimmunoassay (RIA). 

Morphine concentrations in serum and CSF were determined using a 
commercially available RIA kit highly specific for morphine JCoat-A-Count™ Serum 
Morphine. Diagnostic Products Corp.. Los Angeles. CA] as suggested by the 
manufacturer. All measurements were done in duplicate. 

Figure 6 shows the concentrations of cisternal CSF and serum morphine in 
animals injected with 250 w of free morphine sulfate or DTC401. Table 1 
summarizes the pharmacokinetic parameters. The peak CSF and serum morphine 
concentrations following epidural administration of DTC401 were, respectively, 32% 
and 5.9% of that following morphine sulfate. The terminal CSF half-life (B) for DTC401 
was 82 hours compared to 2.6 hours for morphine sulfate. The CSF area under the 
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curve (AUC) was increased 2.7 times for DTC401 compared to morphine sulfate, but 
the plasma AUC was very similar. Half-lives were calculated by fitting the 
pharmacokinetic curves to a biexponential function. The RSTRIP program was used 
to perform the curve fitting by iterative nonlinear regression. 



EXAMPLE a 



Larger Scale prenaration of DTCdfJI 



Step 1) Into a clean stainless steel 50 ml centrifuge tube were placed 5 ml of 
a chloroform solution containing 46.5 umoles of dioleoyl phosphatidylcholine (Avanti 
Polar Lipids), 10.5 umoles of dipalmitoy! phosphatidylgylycerol (Avanti Polar Lipids) 
75 umoles of cholesterol (Sigma Chemical Co.). 9.0 umoles of triolein (Avanti Polar 
Lipids). This solution is referred to as the lipid component 

Step 2) Five ml of an aqueous solution containing 20 mg/ml of morphine 
sulfate pentahydrate (Mallinckrodt Chemical Inc.) and 0.1 N of hydrochloric acid was 
added mo the above stainless steel centrifuge tube containing the lipid component. 

Step 3) For making the water-in-oil emulsion, the mixture of Step 2 was stirred 
with a TK mixer (AutoHomoMixer. Model M, Tokushu Kika. Osaka, Japan) at a speed 
of 9000 revolution per minute (rpm) for 9 minutes. 

Step 4) For making the chloroform spherules suspended in water, 25 ml of 
solution containing 4 percent glucose and 40 mM lysine in water was added to the 
water-in-oil emulsion of Step 3 and then mixed at a speed of 3500 rpm for 120 
seconds. 

Step 5) To obtain the multivesicular liposomes, the chloroform spherule 
suspension in the centrifuge tube was poured into the bottom of a 1000 ml 
Erienmeyerflask containing 25 ml of 4 percent glucose and 40 mM lysine in water 
With the container kept at 37 C in a shaking water bath, a stream of nitrogen gas at 
7 L/mrnute was flushed through the flask to slowly evaporate chloroform over 20 
m.nutes. The liposomes were then isolated by 4-fold dilution of the suspension with 
normal saline and 

centrifugation of the suspension at 600 x g for 5 minutes; the supernatant was 
decanted, and the liposome pellet was resuspended in 50 ml of normal saline The 
liposomes were Isolated again by centrifugation at 600 x g for 5 minutes The 
supernatant was again decanted and the pellet was resuspended in normal saline. 
The foregoing description of the invention is exemplary for purposes of 



WO 97/03652 



PCT/US96/11642 



•17- 

illustration and explanation. It should be understood that various modifications can 
be made without departing from the spirit and scope of the invention. Accordingly, the 
following claims are intended to be interpreted to embrace all such modifications. 

T A31E 1 



Pharmacokinetic parameters following 250-pg epidural injection 





DTC401 


MS 


Cmax (ng/ml), CSF 


196011280 


6060±3590 


Cmax (ng/ml), Serum 


66±20 


1460±97 


VA a (hr), CSF 


5.0 


0.85 


VA P (hr), CSF 


82 


2.6 


VA a (days), Serum 


0.48 


0.68 


VA P (hr), Serum 


49 


5.0 


AUC (ng*days*mr 1 ) CSF 


1170 


432 


AUC (ng*days*mr 1 ) Serum 


53 


58 



MS, morphine sulfate; Cmax, maximum concentration; t% a, initial half-life; tt£ p, 
terminal half-life; AUC, area under the curve. 
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WHAT IS CLAIMED IS: 

1. A method for . epidural administration to a vertebrate of a therapeutic 
compound comprising encapsulating the compound in a drug delivery system 
having a sustained release rate of the compound, and introducing the drug 
delivery system epidurally to the vertebrate. 

2. The method of claim 1 wherein the vertebrate is a mammal. 

3. The method of claim 2 wherein the mammal is a human. 

4. The method of claim 1 wherein the delivery system is administered as a single 
dose. 

5. The method of claim 1 wherein the drug delivery system is a dispersion 
system. 

6. The method of claim 5 wherein the drug delivery system comprises a lipid- 
based formulation. 

7- The method of daim 5 wherein the drug delivery system comprises a 
liposome formulation. 

8. The method of claim 5 wherein the drug delivery system comprises a 
multivesicular liposome formulation. 

9. The method of claim 7 or 8 wherein the therapeutic compound is an opioid. 

10. The method of daim 7 or 8 wherein the therapeutic compound is a peptide or 
peptidomimetic. 

11. The method of daim 9 wherein the therapeutic compound is morphine sulfate. 

12. The method of claim 8 wherein the therapeutic compound is hydromorphone. 
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15. 
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The method of claim 7 or 8 wherein the therapeutic compound is selected 
from the group consisting of codeine, hydrocodone, levorphanol, oxycodone, 
oxymorphone, diaoetyl morphine, buprenorphine, nalbupine, butorphanol. 
pentazocine, methadone, fentanyl, sufentanyl, and alfentanyl. 

The method of claim 7 or 8 wherein the therapeutic compound is selected 
from the group consisting of enkephalins, endorphins, casomorphin, 
kyotorphin. and their bioacth/e fragments. 

The method of claim 7 or 8 wherein the therapeutic compound is an opiate 
antagonist. 



16. The method of claim 15 wherein the opiate antagonist is selected from the 
group consisting of naloxone and naltrexone. 

17. The method of claim 7 or 8 wherein the therapeutic compound is a 
neurotrophic factor. 

18. The method of claim 17 wherein the neurotrophic factor is selected from the 
group consisting of insulin-like growth factor, ciliary neurotrophic factor, nerve 
growth factors, dopamine, epinephnrie.rwrepinephrine.gamma-amino butyric 
acid and neostigmine. 

19. The method of claim 1 wherein the drug delivery system is introduced via an 
epidural catheter. 

20. The method of claim 19 wherein the epidural catheter is inserted downwards 
from the cervical region. 



21. 



22. 



The method of daim 1 wherein the drug delivery system is introduced via a 
hypodermic needle inserted into the epidural space. 

A method for ameliorating respiratory depression in a patient administered an 
analgesic compound comprising epiduralfy administering to the patient a 
single dose of the analgesic compound encapsulated in a sustained release 
liposome formulation. 
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23. The method of claim 22 wherein the liposome formulation comprises 
multivesicular liposomes. 

24. The method of claim 23 wherein the analgesic compound is an opioid. 

25. The method of claim 24 wherein the opioid is morphine sulfate. 

26. The method of claim 24 wherein the opioid is selected from the group 
consisting of hydromorphone, codeine, hydrocodone, levorphanol, oxycodone, 
oxymorphone, diacetyl morphine, buprenorphine, nalbupine, butorphanol, 
pentazocine, methadone, fentanyl, sufentanyl and alfentanyl. 

27. The method of daim 25 wherein the dose contains from about 1 mg to 60 mg 
of morphine sulfate. 

28. The method of claim 1 wherein the drug delivery system comprises a 
polymeric matrix. 

29. The method of claim 28 wherein the drug delivery system is non-disperse. 

30. The method of daim 28 wherein the polymeric matrix is selected from the 
group consisting of a polylactide, a polyglycoQde, a polyester, a polyurethane, 
a poiyamide, and combinations thereof. 

31 . The method of claim 29 wherein the polymeric matrix is in a form selected 
from the group consisting of a sphere, a cylinder, and a slab. 

32. The method of daim 28 wherein the drug deliery system is a dispersion 
system. 



33. The method of claim 32 wherein the polymer matrix is in a form of 
microspheres. 
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